The heterogeneous distribution of soil salinity across the rhizosphere can moderate salt injury and improve sorghum growth. However, the essential molecular mechanisms used by sorghum to adapt to such environmental conditions remain uncharacterized. The present study evaluated physiological parameters such as the photosynthetic rate, antioxidative enzyme activities, leaf Na + and K + contents, and osmolyte contents and investigated gene expression patterns via RNA sequencing (RNA-seq) analysis under various conditions of nonuniformly distributed salt. Totals of 5691 and 2047 differentially expressed genes (DEGs) in the leaves and roots, respectively, were identified by RNA-seq under nonuniform (NaCl-free and 200 mmol�L -1 NaCl) and uniform (100 mmol�L -1 and 100 mmol�L -1 NaCl) salinity conditions. The expression of genes related to photosynthesis, Na + compartmentalization, phytohormone metabolism, antioxidative enzymes, and transcription factors (TFs) was enhanced in leaves under nonuniform salinity stress compared with uniform salinity stress. Similarly, the expression of the majority of aquaporins and essential mineral transporters was upregulated in the NaCl-free root side in the nonuniform salinity treatment, whereas abscisic acid (ABA)-related and salt stress-responsive TF transcripts were more abundant in the high-saline root side in the nonuniform salinity treatment. In contrast, the expression of the DEGs identified in the nonuniform salinity treatment remained virtually unaffected and was even downregulated in the uniform salinity treatment. The transcriptome findings might be supportive of the increased photosynthetic rate, reduced Na + levels, increased antioxidative capability in the leaves and, consequently, the growth recovery of sorghum under nonuniform salinity stress as well as the inhibited sorghum growth under uniform salinity conditions. The increased expression of salt resistance genes activated in response to the nonuniform salinity distribution implied that the cross-talk between the nonsaline and high-saline sides of the roots exposed to nonuniform salt stress is potentially regulated.
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Introduction
Crop yields are significantly challenged by an extensive range of environmental constraints. One of the major performance-limiting factors is soil salinity [1] . Approximately 80 million hectares of global agricultural land have been salinized [2] . Even worse, inappropriate human production and agricultural activities have been exacerbating soil salinization by 10% annually, at which pace more than half of the global cultivated land today will be affected by soil salinity by 2050 [3] . High soil salt concentrations can cause osmotic stress and ionic toxicity, which result in slowed growth, reduced productivity, dysfunctional metabolism and excess production of reactive oxygen species (ROS) due to water/nutrient uptake deficiencies, and disturbed Na + /K + ratios [3] [4] [5] . To combat high soil salinity, plants have evolved many endogenous mechanisms to alleviate the deleterious effects of salt damage and water/nutrient deficiency.
Plants respond to Na + injury and maintain ionic homeostasis by either extruding or compartmentalizing excessive Na + that has accumulated in the protoplast [3, 6] . Many studies have documented several genes involved in Na + exclusion, such as salt overly sensitive (SOS) pathway genes (SOS1, SOS2 and SOS3), as well as Nax1 and Nax2, which extrude Na + to extracellular spaces [7] [8] [9] [10] . Another efficient manner to bypass ionic damage is the sequestration of excessive cytosolic Na + by the transfer of monovalent cations to the vacuoles via NHX antiporters, which exchange Na + with H + [11] .
The early symptom of plants suffering from water stress caused by high soil salinity is suppressed root water uptake and water flow [12] . It is universally recognized that plasma membrane intrinsic proteins (PIPs) and tonoplast intrinsic proteins (TIPs) play key roles in the mediation of water uptake and intercellular water flow [12] . Comparative transcriptomic analyses have shown that, generally, the downregulated expression of PIPs in roots is believed to prevent water loss arising from transpiration and water desorption to salinized soils [12] . However, TIPs constitute important machinery that responds to water stress and maintains cellular hydraulic potential by allowing water to rapidly flow between vacuoles and the cytoplasm, yet the roles of these proteins need to be extensively investigated [12] .
Under salt stress conditions, plant hormone signaling pathways enable plants to respond in a timely manner and modulate metabolic changes under unfavorable environmental conditions. Abscisic acid (ABA) is an essential endogenous regulator that mediates plant cell water balance. Under salinity, ABA biosynthesis genes are rapidly expressed. The resulting induced ABA promotes stomatal closure and causes the accumulation of osmo-protectants to rectify osmotic conditions [13] . Similarly, jasmonic acid (JA) is induced by salinity and serves as an effective endogenous protectant against salt stress, conferring salinity tolerance to susceptible plants [14] . A previous study also revealed that salicylic acid (SA) signaling pathways are correlated with salt stress tolerance. SA mitigates both oxidative damage and reduced water loss during salt stress [15] .
In natural saline landscapes, salt stresses imposed on plants are never uniform because the salinity gradients in most soils are spatially inconsistent [16] . The physiological responses of plants to homogenous salinity can explain root water uptake patterns only in saline soils, leaving the question of how plants are physiologically adapted to variable salinity distributions around their root zones unanswered [17] . To answer this question, a split-root system was adopted to simulate the spatially nonuniform salinity conditions in real saline environments. Researchers using split-root systems have usually divided the roots of plants into two or more equal portions and have irrigated them with NaCl solutions of various concentrations, showing that, compared with that on plants exposed to a uniform salt treatment, salt toxicity on plants exposed to nonuniform salinity is mitigated along with improved plant performance because of more water and nutrients and less Na + uptake from the lower-salinity root portion than from the higher-salinity portion [16, [18] [19] [20] . However, additional detailed information on the improved growth resulting from nonuniform salt stress has not yet been given.
The present study aimed to investigate the physiological alterations and the short-term transcriptomic responses to nonuniform salt stress conditions via a split-root system, in attempt to explain the molecular mechanisms underlying the mitigated growth of plants subjected to unequal concentrations of NaCl. Major parameters investigated in the present study included (1) status changes of physiological parameters such as photosynthesis and stress tolerancerelated enzyme activity and (2) short-term expression patterns of stress-induced genes that counteract salinity-induced damage in a split-root system involving nonuniform salt stress.
Material and methods

Plant materials and salinity treatment
Jiliang 1, a sorghum variety developed at the Crop Research Institute, Shandong Academy of Agricultural Sciences, was used for this study. Plump seeds of uniform size were sown in sterilized wet sand in a nursery tray and germinated in a growth chamber at 25˚C for 2 days. The root tips of germinated seeds were removed to stimulate lateral root growth. At the trefoil stage, the seedlings were subjected to a split-root system as described by Kong et al. [6] , with modifications. The roots of each seedling were evenly divided in half, with each half placed in one of the two wells of a tray such that roots of the same seedling could be subjected to different salt stresses simultaneously. The seedlings in the split-root system were hydroponically cultivated in Hoagland solution for 2 weeks, and seedlings with healthy roots were retained. Nonuniform salt stress was then administered to the seedlings by exposing the two root portions to unequal concentrations of NaCl in Hoagland solution. The uniform salinity treatment (100/100 mmol�L -1 NaCl) was applied to both root portions in the two separate wells. However, for the nonuniform salinity treatment (0/200 mmol�L -1 NaCl), NaCl-free conditions (0 mmol�L -1 ) were implemented in one well, whereas salt stress (200 mmol�L -1 ) was imposed in the other well. Both root portions of the seedlings under NaCl-free conditions (0/0 mmol�L -1 ) were denoted as controls. Experimental samples prepared in the same batch were used for physiological status assessments and whole-genome expression profiling analyses.
Experimental material sampling and statistical analysis
The leaves and roots of three different seedlings with similar appearances in each salinity treatment were sampled to determine changes in physiological status. For RNA-seq analysis, each treatment involved nine different seedlings and was replicated three times. Leaf samples from each replicate in each treatment were combined together for total RNA extraction. Root samples were collected according to the same sampling protocol as that used for the leaves. The significance levels of the different salinity treatments were defined using analysis of variance (ANOVA) via Minitab 17.3.1 (Minitab Inc., State College, PA, USA).
Measurement of physiological indicators
The leaves and roots of plants from the cultivation trays were sampled for physiological measurements 6 hours after the stress was imposed. Dry weights were recorded after the samples were oven-dried at 130˚C for 24 hours at 2 weeks after the stress was imposed. The photosynthesis and transpiration rates and the stomatal conductance were measured for the top three fully expanded leaves with a portable photosynthesis system (LI-COR Biosciences, USA), and the chlorophyll content of the third young fully expanded leaf was measured with a chlorophyll meter (TOP Cloud-agri, Zhejiang).
Assessment of antioxidative enzyme activities
The antioxidative enzymes assayed in the study included peroxidase (POD), superoxide dismutase (SOD), and catalase (CAT). To assess the activities of these enzymes, 0.5 g of fresh leaf samples was homogenized in 100 mmol�L -1 sodium phosphate buffer (pH 7.0). The homogenates were subsequently centrifuged at 9000 × g at 4˚C for 5 min. Thereafter, the supernatants were retained for the enzymatic assays. The POD activity was measured via the method reported by Klapheck et al. [21] . The nitro blue tetrazolium (NBT) method was to assay the SOD activity according to the methods of Giannopolitis and Ries [22] . Last, the method detailed by Aebi [23] was used to assess the CAT activity.
Determination of the contents of salt stress-responsive nonenzymatic compounds
The contents of phytochemicals, proline (Pro) and reduced glutathione (GSH), which accumulate in leaves when plants are exposed to salinity, were determined. The GSH contents in the samples treated with different salinity levels were measured according to the same methods used by Bagheri et al. [24] , and the Pro contents were estimated according to the method proposed by Bates et al. [25] .
Measurement of ion and nutrient accumulations in the leaves and roots
The Na + and K + concentrations in the leaves and roots were measured with a flame spectrophotometer (INSEA Analytical Instrument Co., Ltd., Shanghai) according to the method reported by Xiong et al. [26] . In addition, in accordance with the methods of Huang et al. [27] , nitrate concentrations in the roots were measured for plants subjected to both uniform and nonuniform treatments.
RNA extraction, cDNA library construction and sequencing
The physiological changes of the sorghum seedlings were analyzed, and the seedlings were subjected to RNA-seq analysis. Leaf and root samples were rapidly collected at 6 hours after the stress was imposed for RNA extraction. Total RNA was obtained and purified via the TRIzol reagent (BioFlux, Hangzhou) extraction method according to the manufacturer's instructions, with some modifications as described by Zhang et al. [28] . RNA quality and quantity were determined for a small fraction of the total RNA extracts with a NanoDrop ND-1000 spectrophotometer (Nanodrop, Wilmington, DE, USA). The quantity of total RNA extracts was determined with a Qubit 2.0 fluorometer (Life Technologies, Carlsbad, USA), and the integrity was confirmed by electrophoresis on a 1% agarose gel. High-quality total RNA (100 ng�mL -1 ) from each stress treatment and the control group was used for cDNA library construction in accordance with the standard sample preparation protocol for the Illumina HiSeq TM 2500 platform according to Liu et al. [29] . Sequencing of the constructed cDNA libraries was carried out by Biomarker Technology Co., Ltd. (Beijing, China).
RNA-seq read mapping and transcript assembly
The total RNA raw reads generated from RNA-seq were filtered to remove any adaptors, empty reads and low-quality sequences that had more than 50% bases and that had a Q-value less than 20 as well as those sequences containing more than 10% missing bases prior to assembly [30] . This procedure resulted in high-quality clean reads that were mapped to the Sorghum bicolor reference genome (Sorghum_bicolor_NCBIv3) [31] to identify the sequencing reads with TopHat [32] . A reference annotation-based transcript assembly was subsequently established via the aligned reads in Cufflinks [33] .
Differentially expressed gene (DEG) identification and functional annotation
To identify DEGs, the DESeq2 algorithm was used to filter all unigenes across three leaf samples and four root samples [34] . The gene expression levels among the control and experimental groups of uniform salinity and nonuniform salinity were normalized based on the reads per kilobase per million reads (RPKM) values. The cutoff criteria for screening DEGs included a false discovery rate (FDR) � 0.01 and a fold change (FC) � 2.0 [29] . Functional annotation of the reads uniquely mapped to gene regions of the reference genome was performed by BLAS-T2GO to align the reads with those in the Gene Ontology (GO, https://www.geneontology. org) and Swiss-Prot databases (ftp://ftp.ebi.ac.uk).
Gene expression validation
To confirm the gene expression profiles of the leaf and the root samples in both the uniform and nonuniform salinity treatments, the DEGs were randomly selected for quantitative realtime PCR (q-PCR) amplification. The same RNA samples used for RNA-seq were used for the determination of gene transcript levels. A q-PCR assay was performed according to described previously methods [35] . Primers for the selected genes and the internal control gene actin were designed with Primer Premier 6.24 (Premier Biosoft International, Palo Alto, CA, USA) and synthesized via Invitrogen Superscript II (Burlington, ON, Canada) at Biomarker Technology Co., Ltd. (Beijing, China); detailed information is listed in S1 Table. The expression levels of the selected genes were normalized to the expression level of actin and compared to the levels in the leaves and roots of plants in the nonstressed control group. The q-PCR results were correlated with the RNA-seq results via Minitab 17.3.1 (Minitab Inc., PA, USA).
Results
Estimation of physiological status in the uniform and nonuniform salinity treatments
We measured the fresh weight, antioxidative enzyme activities, osmolyte concentrations, ionic accumulation and photosynthetic parameters of sorghum seedlings in both salinity treatments. Our results showed that nonuniform salinity (0/200 mmol�L -1 NaCl) could alleviate the impaired growth pattern of seedlings observed for those in the uniform salinity treatment (100/100 mmol�L -1 NaCl), considering that the total accumulated dry mass (measured two weeks after stress) was significantly greater (P � 0.05) than that of their counterparts (Fig 1A) . Likewise, the enzymatic activities of CAT, POD, and SOD in the leaves were largely reduced in the uniform salinity group compared with the nonuniform salinity group (P � 0.05) (Fig 1B) , and the accumulation of Pro and GSH increased in the nonuniform salinity group (Fig 1C) . In the leaves and roots, ionic injury was greater in the uniform salinity group because of the greater Na + and lower K + contents present in the uniform salinity group compared with the other group (Fig 1D) . Notably, the performance of key factors (Fig 1E) affecting photosynthesis was restricted further in the uniform salinity group than in the nonuniform salinity group at six hours after stress imposition.
Statistical analysis of the RNA-seq data
To investigate the changes in gene expression at 6 hours after stress at the transcriptional level, the RNA-seq results were analyzed separately for the sorghum leaves and roots in the uniform and nonuniform salinity treatments. After a quality check was performed and null reads were excluded, 75.85 Gb (Q30 � 90.25%) and 87.84 Gb (Q30 � 89.77%) of paired-end clean data were generated in total for the leaf and root samples, respectively. In each library, the pairedend clean reads ranged from 24.43 Mb to 31.29 Mb and from 22.82 Mb to 26.27 Mb for the leaf and root samples, respectively. The genome of Sorghum bicolor was used as a reference genome for the alignment and gene mapping. Among the aligned reads, 82.35%-83.10% were mapped to the reference genome, and 81.04% of the mapped reads were unique to the leaf samples. On the other hand, mapped reads in the root samples accounted for 76.31%-80.31% of the total clean reads, and 74.84%-78.67% of the mapped reads were uniquely mapped to genic regions (S2 Table) . The RNA-seq data were submitted to the Sequence Read Archive (SRA) of the NCBI database (submission number: SUB4935186).
Identification of DEGs
Given the expression profiles from the RNA-seq data, DEGs were determined if the fold change in their expression was � 2 and if their FDR value was � 0.01. Accordingly, in the leaf samples, the expression of 1932 genes was upregulated under the uniform and nonuniform salinity stresses (Fig 2A) , whereas 668 downregulated genes were identified as being expressed in the salinity treatment group compared with the control group (Fig 2B) . With respect to the root samples, the expression of 716 genes was upregulated (Fig 2C) , and the expression of 589 genes was downregulated (Fig 2D) in the uniform and nonuniform salinity treatments, respectively.
Functional analysis of DEGs in the leaves
Functional annotation of the DEGs was conducted by mapping the sequences to the functional records in the GO database. Heterogeneous salinity mitigates salt injury to sorghum revealed six genes related to salt/osmotic stress responses; a group of genes coding for antioxidants; 12 determinant genes whose products regulate the syntheses of phytohormones such as auxin, ethylene, JA and SA; seven genes encoding salt stress-associated transcription factors (TFs); a number of Na + and K + transport-related genes; salt compartmentalizing pathwayrelated genes; and genes encoding ATP-binding cassette (ABC) transporters, along with several genes involved in photosynthesis and stomatal movement. The expression of these genes was upregulated in the nonuniform salinity treatment but remained unchanged in the uniform salinity treatment ( Table 1 ).
Functional analysis of DEGs in the roots
GO analysis revealed the GO terms that were assigned to the root sides in the uniform salinity treatment (100 mmol�L -1 and 100 mmol�L -1 NaCl) and the saline (200 mmol�L -1 NaCl) and the nonsaline (0 mmol�L -1 NaCl) root sides in the nonuniform salinity treatment, as presented in Fig 4. The major DEGs of interest were genes involved in the ABA synthesis pathway and water and mineral uptake, as well as those encoding TFs that respond to salt stress. Notably, the expression of two 9-cis-epoxycarotenoid dioxygenase 1 genes, which are essential for ABA biosynthesis, was upregulated in the high-saline side in the nonuniform salinity treatment; however, the expression was normal both in the nonsaline side in the nonuniform salinity treatment and in the uniform salinity treatment. Furthermore, genes repressing ABA biosynthesis were expressed at relatively high levels in the NaCl-free side and in the uniformly stressed seedlings. Moreover, the expression of genes involved ABA-mediated signaling pathways was upregulated on the high-saline root side ( Table 2) . We identified a total of 22 DEGs coding for aquaporins, PIPs and TIPs. In terms of their expression, most PIP genes were largely inhibited in the salinity treatment compared with the nonsaline side in the nonuniform salinity treatment, whereas the expression of most of the TIPs increased in the nonsaline root side of the nonuniform salinity treatment compared with the other treatment ( Table 3) . Similarly, the expression of genes encoding transporters of K + , nitrate, and phosphate was downregulated in both salinity treatments, whereas compared with that in both the high-saline side and the uniform salinity treatment, the expression in the NaCl-free side of the nonuniform salinity treatment was upregulated ( Table 4 ). In response to salt stress, the expression levels of a number of TFs, for example, NACs, ERFs, WRKYs, MYBs, and bZIPs, changed. Specifically, in the high-saline side in the nonuniform salinity treatment, the expression of most of the genes encoding salt stress-responsive TFs was upregulated, while the expression levels of the DEGs encoding TFs did not differ in the nonsaline root side in the nonuniform salinity treatment and in the uniform counterpart ( Table 5 ).
Validation of DEGs via q-PCR
The expression patterns of DEGs identified by RNA-seq were validated for 20 randomly chosen DEGs that were expressed in the leaves or roots and that exhibited different expression profiles in the different stress treatments. The qRT-PCR results showed that the up-or downregulated expression patterns of the 20 genes were similar to the results obtained by RNA-seq. The results of qRT-PCR were highly consistent with those of RNA-seq and fit a linear correlation, with a relative R 2 value of 0.969 (Fig 5) .
Discussion
The spatial distribution of salinity is rarely uniform in soils [36] . Compared with those focusing on uniform salinity conditions, studies related to nonuniform salinity conditions are lacking. Therefore, determining how plants, especially crop plants, react in nonuniform salinity situations to avoid salt damage will complete our lack of global knowledge of salt tolerance mechanisms [37] . The present study attempts to reveal the underlying DEGs that confer adaptability to rhizospheric nonuniform salinity distributions to sorghum seedlings. Heterogeneous salinity mitigates salt injury to sorghum Heterogeneous salinity mitigates salt injury to sorghum 
Phenotypic adaptations revealed by physiological measurements
In the present study, compared with that under uniformly distributed root zone salinity, the physiological status of sorghum seedlings under nonuniformly distributed root zone salinity was largely improved (Fig 1) . Under uniform salt stress conditions, the seedlings had greater Na + contents in both the leaves and roots than did their counterparts under nonuniform salt stress conditions. However, most Na + was present in the high-saline root side in the https://doi.org/10.1371/journal.pone.0227020.g005
Heterogeneous salinity mitigates salt injury to sorghum nonuniform salinity treatment. This demonstrated a low degree of salt stress imposed on the seedlings under the nonuniform salt stress conditions. Our finding was supported by Kong et al.'s report on cotton in a similar split-root system [38] . Moreover, the sorghum seedlings were subjected to a low level of excess salt that caused oxidative stress and osmotic stress under nonuniform salt stress conditions, as SOD, POD, and CAT activities as well as Pro and GSH contents increased under such conditions. These observations were confirmed in alfalfa by Xiong et al. [39] . With respect to photosynthesis, we noted that, compared with those in the uniform saline group, the net photosynthesis, chlorophyll content, and stomatal conductance in the nonuniform saline group increased, which was in line with the results of Chen et al.'s study [36] . Furthermore, the transpiration rate was reduced as a result of increased levels of salt stress [40, 41] . The present study showed that sorghum seedlings treated with uniform salt stress suffered from more severe salt injury than did those treated with nonuniform salt stress because their transpiration rate was not diminished as much as that of the uniform salt stresstreated seedlings was. These physiological adaptations could explain the increased biomass of the sorghum seedlings 2 weeks after they were subjected to nonuniform salinity stress. These results were consistent with those of previous studies, suggesting that an adaptation of genic regulation at the transcriptional level underlies the phenotypic adaptation to uneven salinity dispersal around roots, which accounts for the growth improvement under nonuniform salt stress conditions. Using the RNA-seq technique, we profiled the gene expression patterns of sorghum seedlings under both uniform and nonuniform salt stress conditions and detected DEGs related to excess Na + /ROS detoxication, salt stress perception/response, photosynthesis, and nutrient/water uptake.
DEGs associated with Na + transport under uniform and nonuniform salt stress conditions
To combat salt injury caused by unnecessary Na + , plant cells have developed physiological approaches to equilibrate ion homeostasis. For example, the SOS1, SOS2, and SOS3 pathways translocate excess Na + from the cytosol to the intercellular space [42] . NHX genes encode proteins that sequester extra cytosolic Na + by moving it to vacuoles to evade ionic stress triggered by salinity [43] . Rebalancing the Na + /K + ratio to a low value under salt stress is crucial for plants to survive high salinity [44] . HKT1 along with a group of K + transporter genes predominates over the maintenance of such a minimal Na + /K + ratio [44] . In addition, ABC transporters modulate ion transmembrane relocation as well as ABA under salt stress and thus increase salt resistance [45] . The expression levels of SOS 2 and ABC transporter genes as well as a number of genes encoding Na + and K + transporters were upregulated in the leaves of plants under nonuniform salinity conditions ( Table 1) . However, the expression levels of these identified DEGs were nearly unchanged under uniform salinity conditions. The moderate Na + concentration in the leaves and improved leaf growth under nonuniform salt stress could be attributed to the aforementioned findings of the present study. Additionally, the increased expression levels of the genes identified in our transcriptomic data demonstrated that the high salinity-stressed root side of the nonuniformly distributed-Na + -treated seedlings could stimulate the expression of vital genes participating in salt stress defensive pathways and accordingly boost salt tolerance [6] .
DEGs associated with photosynthesis under uniform and nonuniform salinity stress
The expression of genes associated with photosynthesis-related pathways are suppressed under salt stress [6, 46] . Our results showed that the expression of genes involved in photosynthesis was inhibited under uniform salinity stress compared with nonuniform salinity stress ( Table 1) . For instance, the expression levels of the gene coding for the electron donor in the photosynthetic chain, ferredoxin, and the gene coding for chlorophyll a/b binding protein 3 of light-harvesting complex II were downregulated under uniform Na + stress. Additionally, the expression of the gene coding for mitogen-activated protein kinase 5 (MAPK5), which is involved in the stress signaling pathway as well as stress adaptations involving photosynthesis, was downregulated [42, 47] . In contrast, the expression of these genes increased in the nonuniform salinity (0 mmol�L -1 and 200 mmol�L -1 NaCl)-treated sorghum seedlings. This might explain the improved photosynthesis performance under the nonuniform salt stress conditions.
DEGs associated with osmotic and oxidative stress under uniform and nonuniform salinity stress conditions
Salt stress causes cellular water loss and produces ROS, which disrupt biochemical reactions [48, 49] . Chitinase is generally a useful target related to plant reactions against salt stress, and its increased expression level confers a higher salt resistance to plants [50, 51] . Similarly, increased expression of phospholipase D1 decreases osmotic stress [52] . Phospholipase D1 can alleviate osmotic stress by mediating phosphatidic acid (PA) synthesis [53] . Our results showed that the expression levels of chitinase and phospholipase D1 increased by 3.05-and 1.50-fold, respectively, under nonuniform salinity stress, whereas the expression levels of both genes were downregulated in the seedlings under uniform salinity stress ( Table 1 ). Our results showed that the expression levels of the genes coding for POD, CAT, and SOD also increased by up to 7.39-fold, 2.66-fold, and 1.58-fold, respectively, under nonuniform salt stress conditions compared with uniform salt stress conditions, the latter under which the POD, CAT, and SOD expression levels largely decreased ( Table 1) . Together, these phenomena might contribute to the relieved salt stress and to the improved growth, which was reflected by the increase in biomass of the sorghum seedlings at 2 weeks after the stress was imposed under nonuniform salinity conditions.
DEGs associated with phytohormones under uni-and nonuniform salinity stress
Among the plant hormones, ABA is a pivotal participant that mediates several responses to water deficit induced by salt and drought stress [54] . ABA synthesis depends on the rate-limiting oxidization of 9'-cis-neoxanthin to the intermediate precursor xanthoxin by 9'-cis-epoxycarotenoid dioxygenase (NCED) [55] . In the present study, the expression level of the gene coding for NCED increased by 3.62-fold in the leaves under nonuniform salt stress conditions ( Table 1 and Table 2 ). However, the expression increased under uniform salt stress conditions, although its expression fold change was less than that under nonuniform salt stress conditions. In the roots, the expression of the NCED gene increased by 3.99-fold in the high-Na + root side under nonuniform saline conditions. Additionally, our results also revealed the activation of a number of genes involved in ABA-mediated signaling pathways in the high-saline root side of seedlings exposed to nonuniform salinity conditions, whereas their expression levels in the roots under uniform salinity conditions were downregulated, which differed from the findings in Kong et al.'s [6] report on signaling pathways activated within the nonsaline root side. Moreover, we detected several gene transcripts for additional phytohormones associated with high salinity-induced stress ( Table 1) . For example, the transcript levels of indole-3-acetaldehyde oxidase (IADO) for indole-3-acetic acid (IAA) synthesis were upregulated by 1.57-fold under nonuniform salt stress conditions. It has been reported that the biosynthesis of IAA can be directed through the redundant indole-3-acetaldehyde (IAD) pathway, which depends on IADO [56, 57] . The activity of IADO increased by approximately 5-fold in an IAA overexpression Arabidopsis mutant [58] . Furthermore, we detected an increase in gene transcripts for anthranilate synthase component II; these transcripts could interact with the BEM46 protein, which may be associated with auxin synthesis [59] . Additionally, IAA is coupled with the salt stress defense response, although the basic mechanism remains unknown [13] . Newly reported transcriptomic research has shown that transcripts involved in the ABA and auxin signaling pathways were upregulated as a result of osmotic and salt stress [60] , and the exogenous application of auxin-like chemicals could ease injuries caused by water deficit [61] . Along with the increase in the abundance of transcripts related to auxin biosynthesis, an unknown transcript related to ethylene synthesis was detected in our transcriptomic data ( Table 1 , Table 2 ). Both auxin and ethylene respond to salt stress and promote plant growth [62] . This might contribute to the improved growth of sorghum seedlings under nonuniform Na + stress conditions. Interestingly, our transcriptomic data revealed gene transcripts that are related to SA and JA biosynthesis and that could act in response to salt stress [63, 64] . Foliar sprays of these two compounds can increase tolerance to abiotic stress, such as salt stress [65] .
In the present study, the gene transcript for 12-oxo-phytodienoic acid reductase was upregulated under nonuniform salt stress conditions compared with uniform salt stress conditions ( Table 1) ; this gene responds to JA [66] . In our study, compared with that under uniform salt stress, the expression of a notable gene transcript encoding MAPK5 under nonuniform salt stress was upregulated by approximately 9.5-fold ( Table 1 ). The expression of this gene was triggered in response to salt stress is was associated with the biosynthesis of SA [67, 68] . The expression of chitin elicitor receptor kinase 1 (CERK1), which is associated with SA [69] , was upregulated under nonuniform salinity stress but remained almost unchanged under uniform salinity stress in the present study. These three genes could be considered targets for investigating salt tolerance mechanisms.
DEGs associated with water and nutrient transport under uniform and nonuniform salinity stress conditions
Roots are an important plant organs that nourish entire plants by taking up water and essential minerals. In addition, the roots are the very first location at which plants encounter osmotic stress caused by salt or drought. This produces changes in the expression levels and abundance of root-specific aquaporin genes and proteins and mineral transporter genes and proteins, respectively [19] . The present study resulted in the identification of 22 PIP and TIP transcripts differentially expressed between the nonuniform and uniform salinity treatments ( Table 3) .
The downregulation of PIPs is highly correlated with strong adaptive responses to water deficit conditions in roots, though contrasting observations have been reported in different plant species [70, 71] . The role of TIPs in roots was highlighted in the study of chickpea under water deficit conditions, in which the expression of most of the TIPs was downregulated, with a few exceptions [72] . Generally, the expression of regulatory aquaporins in response to stress is not universal among different aquaporins [73] . However, through the complex regulatory network of aquaporin expression, plants can become tolerant to water stress caused by high salt and drought [12] . Our results showed that most PIP and TIP transcription was inhibited under both salinity conditions but remained almost unchanged under nonsalinity conditions, suggesting a probable transcriptomic tuning of aquaporins to maintain water uptake through the nonsaline rhizosphere of seedlings in nonuniform saline environments. Furthermore, we detected 12, 19, and 10 mineral transporter genes whose expression was up-or downregulated in response to nitrate, K + , and phosphate ( Table 4) . Interestingly, the mineral transporter genes whose expression was upregulated in the nonsaline root side under nonuniform salinity conditions outnumbered those in the high-saline root side under nonuniform salinity conditions as well as the mineral transporter genes under uniform salinity conditions, which was in agreement with the results of Kong et al.'s [6] report. The relieved water and mineral uptake could thus contribute to the better performance of the seedlings under the nonuniform saline environment.
DEGs associated with salt stress-responsive TFs under uniform and nonuniform salinity stress conditions
TFs serve as molecular toggles to trigger stress-induced gene expression and thus play a substantial role in modulating the adaptative pathways of plants against salt stress [74, 75] . A variety of TFs have been described in terms of their roles in the salt stress response. TFs that likely mediate salt stress signal transduction and downstream gene expression include MYB/ MYCs, ERFs, bHLHs, bZIPs, NACs, WRKYs, and so forth [76, 77] . In this study, our transcriptomic data revealed a number of differentially expressed TFs in both the leaves and the roots ( Table 5 ). For example, our results showed that NACs, WRKYs, ERFs, zinc finger proteins, basic region leucine zippers, and PLATZs were highly induced in the leaves of plants subjected to nonuniformly distributed salinity in their rhizosphere. Moreover, the expression levels of TFs were upregulated by up to 6.24-fold under nonuniform salinity conditions, whereas those of the TFs were downregulated or remained unaffected under uniform salinity conditions. In the roots, we detected 61 and 20 TFs whose expression was upregulated and downregulated, respectively, in the high-Na + root side, while four and one upregulated and downregulated TFs, respectively, were detected in the salt-free root side. These findings were consistent with those of a study by Kong et al. on cotton under nonuniformly distributed salinity conditions [6] and suggested roles of the TFs in stress-induced adaptation pathways as discussed previously [75] ; moreover, these phenomena could explain the relief of salt stress by nonuniform salinity conditions to a lower level than that afforded by uniform salinity conditions.
Conclusions
Soil salinity is an important issue that affects yields. Salinity is not evenly distributed throughout soils. However, the nonuniform distribution of soil salinity can, to a certain extent, alleviate salt damage and thus relieve the inhibition of plant growth. Underlying the apparent improvement of physiological performance under nonuniformly distributed salinity conditions is the molecular adaptation of plants fueled by the differential expression of stress-responsive gene transcripts under such stress conditions. In the present research, a moderately salt-tolerant crop species (sorghum) in a split-root system was used to elucidate this molecular mechanism at the transcriptomic level. Our transcriptomic analysis revealed that, under such stress conditions, sorghum maintained an improved growth pattern via a series of DEGs that play essential roles in the pathways of photosynthesis, the antioxidative defense system, ionic homeostasis regulation, phytohormone signal transduction, and TF networks. These pathways were initiated by high-saline regions of the rhizosphere subjected to nonuniform soil salinity conditions. Additional studies are needed to fully decipher the mechanism to refresh our understanding of how sorghum copes with nonuniform salinity stress, which would be helpful for the development of new farming strategies to alleviate salt stress by manually establishing such an environment with spatially inconsistent salt distribution in the soil.
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